Superoxide dismutase has been purified to homogeneity from Lens escukxta cotyledons and shoots. The two forms appeared to be identical. The 
(02) to H202 and molecular oxygen. The enzyme activity was first described by McCord and Fridovich (8) with a cupro-zinc protein from bovine erythrocytes. Similar proteins have been reported in seed, seedlings, leaves, and fruits of higher plants (3, 6, 7, 10) . The physiological function of SOD' is the protection of the cell against the indirect effects of superoxide-free radicals (02-) (9) . In the present paper, we describe the purification and some properties of a SOD from Lens esculenta cotyledons and shoots. Lens esculenta seem to be a profitable source of SOD in order to get a large quantity of purified enzyme. an A29 of 0.05. The bound SOD was eluted with 100 mm Kphosphate (pH 7) (step 4). The active fractions were pooled and dialyzed against 1 mM K-phosphate (pH 7). The supernatant was loaded onto a HTP column (2 x 10) equilibrated and washed with the same buffer until the A at 280 nm ofthe effluent become 0.02 (step 5). The eluate, containing the enzymic activity, was applied to AH-Sepharose 4B column (2 x 10) equilibrated with 10 mm K-phosphate (pH 7). After washing with the same buffer, the bound SOD was eluted with 50 mM K-phosphate (pH 7) (step 6). The active fractions were pooled, concentrated by ultradialysis to about 5 ml, and applied onto a column (2.5 x 90) on Sephadex G-200 equilibrated and eluted with 100 mm K-phosphate (pH 7) (step 7). The fractions with highest specific activity were pooled, concentrated by ultradialysis, and stored at -20°C.
MATERIALS AND METHODS
A summary of the purification procedure is presented in Table  I . The overall purification achieved is greater than 7,500-fold with a yield of 13%.
Purification of SOD from Cotyledons. Five hundred g of dry seeds were soaked in water for about 16 h, swelling to a weight of 920 g, and homogenized in a Waring Blendor with 1,700 ml ofdeionized H20 for 3 min (step 1). The solution was pressed in a cotton sack and brought to 42°C and kept at this temperature for 10 min under continuous stirring. After rapid cooling in icewater, the suspension was centrifuged at 9,000 rpm for 30 min and the precipitate discarded (step 2). To the supernatant, solid (NH4)2SO4 was added to 35% saturation with constant stirring at 4°C over a period of 30 min and centrifuged at 9,000 rpm for 30 min. To the supernatant, solid (NH4hSO4 was added to 60% saturation. After centrifugation at 9,000 rpm for 30 min, the precipitate was dissolved in about 250 ml of deionized H20 and dialyzed against deionized H20 for 16 h. The insoluble material was removed by centrifugation at 18,000 rpm for 30 min (step 3). The supematant was cooled to OC and 0.5 volume ofacetone was added to it with stirring at -20°C. The mixture was centrifuged at 10,000 rpm for 15 min. To the supernatant an additional 1.5 volume of acetone was added, centrifuged at 10,000 rpm for 15 min, and the precipitate was dissolved in 100 ml of H20 and dialyzed against deionized H20 for 16 h. The insoluble material was removed by centrifugation at 18,000 rpm for 15 min (step 4). The steps 5 and 6 were the same as steps 4 and 5 of SOD shoots (see text). The eluate of the HTP column was applied to AH-Sepharose 4B column (2 x 10) equilibrated with 1 mM Kphosphate (pH 7). After washing with the same buffer, the bound SOD was eluted with 10 mm K-phosphate (pH 7). The active fractions were pooled and concentrated by ultradialysis and stored at -20'C (step 7). A summary of the purification procedure is presented in Table II . The overall purification achieved was greater than 284-fold with a yield of 25%.
Enzyme assays were performed according to McCord and Fridovich (8) and Sawada et al. (11) . The amount of SOD required to inhibit the rate of reduction of Cyt c by 50%, is Plant Physiol. Vol. 78, 1985 
